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Methods for Demonstrating Spirochaetes
Fontana's Method. (1) Treat the film three times, 30 seconds
each time, with the fixative :
Acetic acid   .        .         .        .         .               1 ml.
Formalin      ......    20 ml.
Distilled water.....100 ml.
(2)  Wash off with absolute alcohol, allowing it to act for 3
minutes ;  drain off excess and burn off the remainder until the
film is dry.
(3)  Add the mordant, heat gently until steam rises and allow
to act for 30 seconds.
Mordant
Carbolic acid         .         .         .         .               1 g.
Tannic acid .        .         .         .         .              5 g.
Distilled water.....   100 ml.
(4)  Wash well in water and again dry the slide.
(5)  Treat with the silver solution, heating until steam rises,
for 30 seconds, when the film becomes brown.
Silver solution. Add 10 per cent, ammonia to 0-25 per cent,
solution of silver nitrate drop by drop until the precipitate which
forms does not dissolve.
(6)  Wash well in water and dry.
The spirochsetes are stained brownish-black on a yellowish
background.
Levaditi's Method of Staining Spirochaetes in Tissues. (1) Fix
small pieces of tissue in 10 per cent, formalin for 24 hours.
(2)  Wash the tissue for 1 hour in water and then place in
96-98 per cent, alcohol for 24 hours.
(3)  Place in 1-5 per cent, silver nitrate solution in a dark bottle
and keep in the incubator for 3 days.
(4)  Wash in water for 30 minutes.
(5)  Place the tissue in the following reducing solution :
Pyrogallic acid      .        .         .         .        .      4 g.
Formalin      ......      5 ml.
Water.......100 ml.       -
and keep in a dark bottle at room-temperature for 48 hours.
(6)  Wash well in water, dehydrate the tissue with increasing
strengths of alcohol and embed in paraffin.   Sections are cut when
required and mounted in the usual way*
The spirochsetes are stained black and the tissues brown.
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